New minor triterpene glycoside, cucumarioside E (1) has been isolated from the Far Eastern sea cucumber Cucumaria japonica. The structure of the glycoside was elucidated by 2D-NMR specroscopy and mass-spectrometry. The glycoside has glucose instead of quinovose as the second monosaccharide residue and xylose as third monosaccharide residue that is unique structural feature for triterpene glycosides carbohydrate chains from sea cucumbers belonging to the genus Cucumaria.
The concentrated ethanolic extract of the body walls of C. japonica was submitted to column chromatography on Polychrom-1 (powdered Teflon) using 50 % ethanol as mobile phase. The crude glycosidic fraction was soaked in Si gel, the materials were dried in vaccuo and washed from non-polar impurities with the mixture chloroform -methanol (3:1). The glycosides were eluted from Si gel with the mixture of pyridine -water (95:5) and concentrated in vaccuo. The purified glycosidic fraction was submitted to Si gel column chromatography using chloroform -ethanol -water (100:100:17) to yield a fraction containing monosulfated glycosides. The fraction was submitted to HPLC on Shimadzu LC-8 HPLC system equipped with Shimadzu LCMS-2010EV Quadrupole Mass Spectrometer as detector (negative ion mode) using Sim-pack PREP-ODS 20 250 mm column and gradient of methanol -water (7090%) as mobile phase. The glycoside 1 corresponding to the quasimolecular peak at m/z1281 in ESI MS was isolated.
The structure of the aglycone moiety of cucumarioside E (1) was found by extensive NMR spectroscopy ( 13 C and 1 H NMR, 1 H-1 H COSY, HMBC, HSQC, NOESY) ( Table 1 ). The 13 C NMR spectrum of the aglycone part of 1 coincided to that of known cucumarioside A 2 -2 from C. japonica [2] . Indeed, the structure of 13 C and 1 H NMR spectra, correspondingly]. The structure of aglycone was also confirmed by 2D NMR data where correlations between H-26''and H-24 (C-24) in the NOESY and HMBC spectra of 1 correspondingly and correlations H-7/H-32 and H-7/H-15 in the NOESY spectra were observed. Hence the structure of the aglycone part of glycoside 1, was determined as 16-keto-holosta-7,25-diene-3-ol. The 13 C NMR spectrum of carbohydrate part of 1 was similar to that of frondoside A from Cucumaria frondosa having monosulfated branched pentasaccharide carbohydrate chain with three residues of D-xylose, one D-quinovose residue and one 3-O-methyl-D-glucose residue [5] (Table 1 ). Nevertheless the charateristic signal of methyl group of quinovose (second monosaccharide residue) was absent in the spectrum of 1 and additional signal at  61.0 corresponding to C-6 of glucose residue was observed in the 13 C NMR spectrum. The presence of five characteristic doublets at 4.73-5.37 (J = 7.3-8.0 Hz) in the 1 H NMR spectrum of the carbohydrate part of 1 correlated by HSQC spectrum with the corresponding signals of anomeric carbons at 101.5-105.2 in the 13 C NMR spectra were indicative of a pentasaccharide chain and the -configuration of the glycosidic bonds. The presence and position of a sulfate group at C-4 of the first monosaccharide residue was found by the characterisic signals at  75.5 (C-3), 76.2 (C-4), 64.2 (C-5) of the first sugar (xylose) having and -shifting effects [6] in comparison with corresponding non-sulfated xylose residue as in cucumariosides A 1 -A 15 from the sea cucumber Eupentacta fraudatrix [7] [8] [9] .
The positions of interglycosidic linkages were established by the analysis of the NOESY and HMBC spectra ( Table 1) All these data indicate that cucumarioside E (1) The presence of glucose as the second monosaccharide residue in carbohydrate chain is rare in sea cucumber triterpene glycosides and is characteristic of several glycosides from tropical sea cucumbers belonging to the Family Stichopodidae, Order Aspidochirotida [10] . Violaceuside B from Pseudostichopus violaceus (Family Cucumariidae, Order Dendrochirotida) [11] , philinopside F from Pentacta quadrangularis (Family Cucumariidae, Order Dendrochirotida) [12] and lecanoroside B from Actinopygalecanora (Family Holothuriidae, Order Aspidochirotida) [13] also contain glucose as the second monosaccharide residue.
Such glucose residue as the second sugar in branched pentasaccharide carbohydrate chain was found earlier in several glycosides from Cucumaria okhotensis [14, 15] . Nevertheless the third sugar in these glycosides was glucose. The simultaneous presence of glucose as the second sugar and xylose as the third sugar in branched by the second sugar pentasaccharide carbohydrate chain was never found earlier. 
Extraction and isolation:
The body walls of sea cucumbers (3 kg) were minced and extracted twice with refluxing by 50% EtOH. The combined extracts were concentrated to dryness in vacuo to give 80 g of crude extract. The extract was dissolved in H 2 O and chromatographed on a Polychrom-1 (powdered Teflon, Biolar, Latvia) column equalized in H 2 O eluting first inorganic salts and polar impurities with H 2 O and then the glycosides with 50% EtOH to give 3.1 g of crude glycoside fraction. The crude glycosidic fraction was re-dissolved in minimal amount of 50% ethanol and soaked in on 60 g of Si gel, dried in vaccuo and washed from nonpolar impurities with the mixture chloroform -methanol (3:1). The glycosides were eluted with the mixture of pyridine -water (95:5) to give 650 mg of purified glycosidic fraction. The glycosidic fraction was submitted to Si gel column chromatography using chlorofom -ethanol -water (100 : 100 : 17) to yield a fraction containing monosulfated glycosides (84 mg). The fraction was separated by HPLC using Sim-pack PREP-ODS 20  250 mm column and gradient of methanol -water (7090%) as mobile phase. Cucumarioside E (1) (RT = 35.5 min, 10 mL/min, 33 mg) corresponding to the quasimolecular peak at m/z 1281 was isolated. 
Cucumarioside E [3-O-{3-O-methyl--D-glucopyranosyl-(13)--D-xylopyranosyl-(14)-[-D-xylopyranosyl-(12)]--

